The widespread occurrence of extended spectrum b-lactamases (ESbLs) producing enteric bacteria and their co-resistance with flouroquinolones has impaired the current antimicrobial therapy. This has prompted the search for new alternatives through synergistic approaches with herbal extracts. In this study Carum copticum (seeds) was extracted first in methanol and then subsequently extracted in different organic solvents. MIC of plant extracts, ciprofloxacin and thymol was determined by broth microdilution method using TTC. Synergism between plant extracts and ciprofloxacin was assayed by the checkerboard method. Chemical constituents of active extracts were analyzed by GC-MS. Methanolic, hexane and ether extract of Carum copticum exhibited significant antibacterial activity with MIC values ranged from 0.25 mg/ml to 2.0 mg/ml. Synergy analysis between Carum copticum extracts and ciprofloxacin combinations revealed FIC index in the range of 0.093-0.25. About 81% ciprofloxacin resistant ESbL producing enteric bacteria were re-sensitized in the presence of 15.6-250 lg/ml of methanolic extract of 
Introduction
The emergence and spread of multidrug resistance among bacteria has created an immense clinical global problem and threat to human health. Extended spectrum b-lactamases (ESbLs) is one of the most influential cephalosporin resistance mechanisms among enterobacteriaceae. It is recognized that ESbL producing enteric bacteria harbour transferable plasmids which also confer resistance to other non b-lactam antibiotics, such as fluoroquinolones, aminoglycosides, and chloramphenicol etc. thereby positioning themselves as resistant to almost all available antibiotics (Brolund and Sandegren, 2016) .
In the past few years, the growing co-existence of ESbL production and fluoroquinolone resistance has been documented worldwide and considered as serious public health challenge. Recently a global survey on antimicrobial resistance by world health organization has analyzed the data on resistance to third-generation cephalosporins, including resistance conferred by ESbLs, and to fluoroquinolones in E. coli. which has been reported higher resistance rates to fluoroquinolones than for the third-generation cephalosporins (WHO, 2014) . Another report of SMART study in the AsiaPacific region have shown greater incidence of fluoroquinolones resistance (ciprofloxacin 82.5% and levofloxacin 79.3%) among ESbL producers than resistance in non-ESbL producing isolates to those agents (31.2% and 28.6%, respectively) (Lu et al., 2012) .
Similarly, studies from India have also shown high prevalence of ciprofloxacin resistance among ESbL producers in clinical as well as environmental isolates (Tripathi et al., 2012; Maheshwari et al., 2016a Maheshwari et al., , 2016b Bajaj et al., 2016; Diwan et al., 2012) . This is likely due to rise in demand for fluoroquinolones, particularly to treat potentially fatal infections (Wener et al., 2010) . The worldwide spread and increasing prevalence of co-resistance to ciprofloxacin among ESbL producing enteric bacteria leave very limited therapeutic options. However, carbapenems seem to be the treatment of choice for infections caused by these resistant bacteria, on the long run, even new antibiotics are rendered ineffective, as microbes continue to acquire resistance due to indiscriminate use of antibiotics in clinical settings for the treatment of severe infectious diseases (Bell et al., 2014) . There is also slow progress in the discovery of new antibiotic with novel mode of action. Thus, in the present scenario of antibiotic therapy, there is a continuing quest for the search of either new antimicrobials from other sources or bioactive compounds that potentiate and enhance the efficacy of existing antibiotics and can be used effectively in the treatment of these problematic bacterial infections (Coates et al., 2011; Worthington and Melander, 2013) Plants are known to produce diverse bioactive substances of chemotherapeutic value. Carum copticum is a medicinal plant with promising ethnopharmacological properties. Biological activities of Carum copticum such as antimicrobial, antimutagenic, antioxidant, antispasmodic, bronchodilator and hepatoprotective properties have been documented in current literature (Gilani et at., 2005; Boskabady et al., 2014; Kazemi, 2015) . In our previous reports, we have demonstrated the antioxidant and antimutagenic properties of this plant (Zahin et al., 2010) . In this study, we have investigated synergistic antimicrobial activity of Carum copticum extracts with ciprofloxacin against ciprofloxacin resistant ESbL producing enteric bacteria. In vitro synergistic interaction is a more effective substitute for existing antibiotic treatment strategies that have become ineffective due to increasing prevalence and coexistence of ciprofloxacin resistance among ESbL producing enteric bacteria.
Materials and methods

Collection of plant material and active ingredient
Plant sample (seeds) was purchased at a local vendor in January 2015 and taxonomic identification of the plant material was confirmed by Professor Shamsul Hayat, Department of Botany, AMU, Aligarh (India). The voucher specimen has been currently archived in the Department of Agricultural Microbiology, Faculty of Agricultural Sciences, AMU, Aligarh, India with acquisition code number [CCM Ag./2015-01] . The active known gradient of the plant, thymol (purity min. 99%) (Refractive index 1.5204 at 25°C) was purchased from Hi-Media Laboratory Ltd, Mumbai, India.
The organic solvents used in this study were purchased from Thermo fisher scientific India Pvt. Ltd., Mumbai, India.
Preparation of plant extracts
Shade dried seeds of Carum copticum (500 gm) were powdered and extracted with 2.5 l of methanol (purity ! 99.8%) as described previously (Ahmad et al., 1998) . The methanolic extract (yield:10.58%, w/w) was concentrated to dryness under reduced pressure, dissolved in hot distilled water and successively extracted with n-hexane (purity ! 98.5%), ether (purity 99%), ethyl acetate (purity ! 99.5%) and chloroform (purity ! 99.8%) as described by Jamil et al., (2012) . Each extract was dried under sodium sulphate, filtered and reduced under vacuum to give: hexane extract (yield: 6.54%, w/w), ether extract (yield: 0.62%, w/ w), ethyl acetate extract (yield: 1.52%, w/w), and chloroform extract (yield: 0.2%, w/w). The obtained extracts were stored in a refrigerator at +4°C until use. The dried extracts were reconstituted in 1% DMSO (purity ! 99.7%) to prepare stock solutions.
Bacterial strains
A total of twenty-four enteric bacteria used in this study were previously characterized for their antibiotic susceptibility and ESbL production (Maheshwari et al., 2016a (Maheshwari et al., , 2016b . E. coli ATCC 25,922 and K. pneumoniae ATCC 700,603 were used as reference strains. All the strains were stored at À70°C in Luria bertani broth (Hi-Media Laboratories Pvt. Ltd., Mumbai, India) containing 40% (w/v) glycerol until use.
Determination of MIC and MBC
The minimal inhibitory concentration (MIC) of plant extracts and thymol against bacterial strains was determined by broth microdilution susceptibility testing method (Eloff, 1998) using 2,3,5-triphenyltetrazohum chloride [TTC, tetrazolium red, purity min. 99%, SRL Pvt. Ltd. Mumbai, India] dye as a growth indicator. The modification for assessment of plant extracts and essential oil activity in all tests was made by incorporating a final concentration of 1.0% (v/v) DMSO into the broth medium to enhance plant extracts and thymol solubility. The concentrations of plant extract were two-fold serial dilutions ranging from 0.0125 to 4 mg/ml and for thymol two-fold serial dilutions ranging from 0.062 to 0.8 mg/ml in a sterile 96-well polystyrene microtitre plates (Axiva Sichem Biotech, Delhi, India). 100 ll of bacterial inoculum (1 Â 10 6 cfu/ ml) were added to each well. The covered microtitre plates were incubated for 16 h at 37°C. To indicate bacterial growth, 40 ll of TTC dissolved in water (2mg/ml w/v) were added to each well and incubated at 37°C for 30 min. For the confirmation of minimal bactericidal concentration (MBC), 10 ll aliquot from wells was cultured on nutrient agar plates to determine the inhibition of bacterial growth. Each experiment was performed in triplicate and three independent experiments, with Escherichia coli ATCC 25,922 and K. pneumoniae ATCC 700,603 were used as reference strains.
2.5. Determination of synergistic interaction 2.5.1. Broth microdilution checkerboard method Synergism between plant extracts and ciprofloxacin (Hi-Media Laboratories Pvt. Ltd., Mumbai, India) was determined by the checkerboard method using sterile 96-well polystyrene microtitre plates (Wagner and Ulrich-Merzenich, 2009 ). The range of concentrations was determined according to the previously assessed MIC of ciprofloxacin and plant extracts (PE) or thymol (TH) for each of the test isolate. The concentrations of plant extract or thymol and antibiotics were prepared in range 1/4 Â MIC PE/TH to 4 Â MIC PE/TH and 1/4 Â MIC CIP to 4 Â MIC CIP , respectively. Each well was inoculated with a 100 ll of bacterial inoculum of 1 Â 10 6 cfu/ml. The plates were then incubated at 37°C for 18 h. An attempt to resensitize the bacterial isolates was made by combining antibiotics with plant extract at the above-mentioned concentrations. The synergy method was combined with calculation of fractional inhibitory concentration indexes (FICI) to assess the antimicrobial effects of plant extract/essential oil and antibiotic combinations. 
Time kill assay
The effectiveness of the plant extract/essential oil and ciprofloxacin combinations against E coli (ECMA2) and Enterobacter cloacae (ENM32) was determined by the time-kill curve assay (Verma, 2007) to confirm results obtained by broth microdilution checkerboard method. Changes in bacterial count during incubation period were monitored parallel in four test tubes containing the following: (1) only bacteria (approximately 10 8 CFU ml À1 ); (2) bacteria and a sub-MIC concentration of antibiotics that showed synergistic effect in combination with PE/TH; (3) bacteria and sub-MIC concentration of plant extract/essential oil that showed synergistic effect in combination with antibiotic; and (4) bacteria, a sub-MIC concentration of antibiotics and plant extract/essential oils. Final volume of each tube was 10 ml and they were incubated at 37°C for 24 h. The bacterial viable counts were determined after 0, 2, 4, 8, 12 and 24 h of incubation by spreading appropriate dilutions on Muller Hinton agar (Hi Media Laboratories Pvt. Ltd, Mumbai, India). The plates were incubated at 37°C overnight and bacterial colonies were counted. Procedure was carried out in triplicate as two independent experiments. The results were averaged and expressed as logarithms with corresponding standard errors (me an ± SE). The interaction was considered to be effective and synergistic if the starting bacterial count (cfu/ml) decreased by !2 log after 24 h of incubation for the antibiotic-plant extract/thymol combination in comparison to the more active single agent (plant extract/thymol or antibiotic) (Knezevic et al., 2013 ).
Gas chromatography-mass spectrometry (GC-MS) analysis of plant extracts
Chemical constituents of hexane and ether extract of Carum copticum diluted with methanol (10 ll/ml) were analyzed by Gas chromatography-mass spectrometry analysis (Instrument model GCD 1800A, Hewlett Packard). The sample was injected into a split inlet at 260°C, with a split ratio 1:10. Helium (purity 99.999%) was used as a carrier, with a constant flow of 1.21 ml/min. The separation was achieved on a 30 m Â 0.25 mm Â 0.25 m HP-1 column (Thermo scientific), using the following temperature program: start at 70°C and hold for 2 min, 5°C/min to 250°C and hold for 2 min, 10°C/min to 280°C and hold for 17.0 min (total run time 50 min). Elute was delivered to the mass spectrometer with Ion source temperature 230°C and interface temperature 270°C. 
Results
A total of twenty-four ESbL producing MDR enteric bacteria including E. coli, Enterobacter cloacae and Klebsiella pneumoniae were used in this study as depicted in Table 1 . In order to investigate antibacterial efficacy of Carum copticum and thymol, MIC and MBC values were determined against twenty-four ESbL producing enteric bacteria. Methanolic extract of Carum copticum showed considerable antibacterial activity against ESbL producing bacterial strains with MIC values ranged from 0.25 mg/ml to 2.0 mg/ml (Table 2) . Moreover, thymol was effective against ESbL producing enteric bacteria with MIC in the range from 0.05 mg/ml to 0.2 mg/ml (Table 2) . Further, antibacterial activity of fractionated methanolic extracts of Carum copticum in hexane, ether, ethyl acetate, and chloroform were tested against selected ESbL producing bacterial strains. As presented in Table 3 , antibacterial potency (MIC values) of the extracts was in order of hexane extract > ether extract > ethyl acetate extract followed by chloroform extract against ESbL producing strains. Hexane extract showed promising antibacterial activity against these strains with MIC in the range from 0.25 mg/ml to 0.5 mg/ml while MIC values of ether extract was found to be in the range of 0.25 mg/ml to 1.0 mg/ml. Ethyl acetate extract exhibited moderate activity with MIC range between 1.0 mg/ml to 2.0 mg/ml. Whereas, chloroform extract showed little or no activity against these isolates with MIC > 4 mg/ml. Primarily, synergistic interactions of methanolic extract of Carum copticum with ciprofloxacin against sixteen ciprofloxacinresistant ESbL producing enteric bacteria were evaluated in vitro according to the calculated FIC indexes (FICI) from checkerboard analyses. The results in Table 4 showed that the synergistic activity was detected against all the tested enteric bacteria. However, varying level of synergy was observed with FICI ranged from 0.093 to 0.25. Among enteric bacteria, the synergistic interaction of methanolic extract of Carum copticum with ciprofloxacin was found to be most effective against E. coli isolates (FICI ranged from 0.093 to 0.250) in which MIC of ciprofloxacin was reduced in the range from 1/8 Â MIC to 1/64 Â MIC in the presence of 15.6 to 250 lg/ml of methanolic extract of Carum copticum. For Enterobacter cloacae isolates (ENM32 and ENM36) MIC of ciprofloxacin in the combination was reduced to 1/8 Â MIC and 1/32 Â MIC respectively in the presence of 125 lg/ml of methanolic extract of Carum copticum. Similarly, in case of Klebsiella pneumoniae isolates, MIC for ciprofloxacin was reduced to 1/16 Â MIC in the presence of 62.5 and 125 lg/ml of methanolic extract of Carum copticum (Table 4) . Whereas, 16 to 128 folds reduction in MIC of ciprofloxacin was achieved in presence of 12.5 to 50 lg/ml MIC of thymol (Table 5) .
As per CLSI guidelines for antibiotic susceptibility (Clinical and Laboratory Standards Institute, 2014), thirteen ciprofloxacin resistant ESbL producing enteric bacteria turned out to be ciprofloxacin sensitive in the presence of 15.6 to 250 lg/ml of methanolic extract of Carum copticum indicating synergistic enhancement of drug activity.
The effect of combination of methanolic extract of Carum copticum and ciprofloxacin sub-inhibitory concentrations against ciprofloxacin-resistant ESbL producing enteric bacteria is shown by time kill curve (Fig. 1) . For Ca-CIP combination against ECMA2 (E coli:O97), the reduction in bacterial cell count was $ 3 log as compared to initial count of bacterial cell for the first 4 h. Moreover, no growth was found at 12 h of incubation. This is 7 log greater reduction rates as compared to the administration of ciprofloxacin alone at the same sub-MIC concentration (Fig. 1A) . Whereas in case of Th-CIP combination, there was sharp decrease in the number of viable cell with 5 log reduction as compared to initial count of bacterial cell for the first 4 h. However, in the next 4 h, the count started to increase from 3.2 to 6 log and for the twelfth hour of incubation, the cell count was reduced again and final bacterial count was under 3 log after twenty four hour of incubation (Fig. 1B) . Against Enterobacter cloacae strain ENM32, For Ca-CIP combination, the reduction in viable cell count was greater than 2 log as compared to its initial count for the first 2 h of incubation. However, in the next 2 h, the count started to increase from 5.75 to 6.0 log. After 4 h incubation, the viable cell count reduced again and at 8 h and 12 h incubation, the reduction in viable cell was greater than 4 and 5 log respectively as compared to bacterial initial count. Final viable cell count was observed to be under 2 log after 24 h incubation (Fig. 1C) . Similarly, For Th-CIP combination, initial reduction in viable cell count was 1.5 log as compared to its initial count for the first 2 h of incubation. However, in the next 2 h, the viable cell count was slightly increased from 6.7 to 7.17 log. In the next 4 h incubation, there was sharp decrease in viable cell count from 7.17 to 4.62 log reduction. After that, gradual decrease in viable cell was observed and final bacterial cell count was under 4 log ( Fig. 1D) .
Further, different extracts of Carum copticum were evaluated for its synergy with ciprofloxacin against selected ciprofloxacinresistant ESbL producing enteric bacteria including E. coli and Enterobacter cloacae. Among them, hexane extract, ether extract showed synergistic interaction with ciprofloxacin against these strains. Reduction in MICs of ciprofloxacin with hexane extract, ether extract is summarized in Table 5 . Ciprofloxacin showed 8 to 64 folds reduction in MIC in presence of 250 and 500 lg/ml of hexane extract. Whereas, in case of ether extract and ciprofloxacin combination, 4 to 32 folds reduction in MIC of ciprofloxacin was achieved in the presence of 31.25 and 62.5 lg/ml of ether extract.
In order to identify major components of the most active extracts of Carum copticum, hexane and ether extract were subjected to Gas chromatography-mass spectrometry analysis ( Supplementary Figs S1 and S2) . The results obtained by GC-MS analysis are listed in Table 6 . Major ingredients of hexane extract as revealed by GC-MS analysis is thymol (84.46%). While in case of ether extract, the major components as identified by GC-MS analysis were 3-Methoxy-2, 4, 6-trimethylphenol (48.85%), Benzene-1,4-diol (10.11%), 4-tert-butyl-Pyrocatechol (6.84%), 2,3, 5,6-Tetramethylhydroquinone (3.36%). The structural analysis of the major components as identified by GC-MS analysis revealed the common occurrence of one or more phenolic hydroxyl at different locations on benzene ring (Fig. 2) indicated the role of free hydroxyl group with delocalized electrons in the synergistic antimicrobial activity of Carum copticum.
Discussion
The emergence of ciprofloxacin resistance among ESbL producing enteric bacteria has become a serious concern to public health and infection control strategies as they restrict the use of fluoroquinolones for the treatment of fatal infectious diseases caused by these problematic bacteria. The present global scenario of multiple antibiotic resistances has led to the investigation of new combinations and possible alternative treatment strategies. Medicinal plant extracts and phytocompounds have been considered as potential source of such antimicrobial agents. In this study, Carum copticum has been analysed to explore its efficacy against MDR ESbL producing enteric bacteria with special reference to its synergy with ciprofloxacin. In order to identify the contribution of active known component of this plant in the synergistic antimicrobial potential of Carum copticum, thymol has also been tested for its efficacy against these isolates. Our study clearly indicated overall high potency (in terms of mean MIC values) by methanolic extract of Carum copticum and thymol irrespective of the drug resistance pattern of the test bacteria. The antimicrobial activity of Carum copticum and thymol has also been reported in other studies (Boskabady et al., 2014; Jafarpour et al., 2013; Xu et al., 2008) . As methanolic extract of Carum copticum exhibited promising antibacterial activity, bio-guided fractionation of this extract using organic solvent system was done and it was shown that hexane extract and ether extract exhibited considerably significant antibacterial activity with no remarkable differences.
A GC-MS analysis of hexane and ether extract reflected the presence of a number of low molecular weight phenolic compounds. Structural analysis of these phenolic components revealed the presence of one or more hydroxyl groups at different locations on the phenolic ring. The presence of free hydroxyl groups and a system of delocalized electrons is essential for antimicrobial activity of different components of plant extracts as it plays an important role to depolarize membrane potential (Ultee et al., 2002) .
As Carum copticum was proven efficient in antimicrobial analysis, we further expanded this study to explore its synergistic effect with ciprofloxacin against ciprofloxacin resistant strains. To the best of our knowledge, the present study is the first report on Carum copticum seed extracts inducing synergic enhancement of the efficacy of a ciprofloxacin drug against ESbL producing enteric bacterial isolates. We found a marked reduction in MIC of ciprofloxacin in presence of Carum copticum and its extracts. Even, in most of the cases, MIC was reduced to below the breakpoints for this antibiotic. This implies that the combination increases bacterial sensitivity to ciprofloxacin i.e. reduced the effective antibiotic concentration and reflect a significant synergistic interaction between Carum copticum bioactive extracts and ciprofloxacin. Many studies have confirmed the synergistic action between fluoroquinolones and different plant extracts (Dey et al., 2012; Rosato et al., 2007) . Moreover, ether extract of Carum copticum showed most promising synergistic antimicrobial activity than thymol and hexane extract respectively. The presence of different kind of phenolic compounds in methanolic and ether extract of Carum copticum can promote their synergistic effect and results in a greater synergy with ciprofloxacin than hexane extract. Whereas, synergistic interaction of hexane extract was shown to exhibit due to the presence of thymol. Most of the researches have shown that whole plant extracts or combinations of compounds are more effective antimicrobials than isolated constituents (Lee and Lee, 2010; Garvey et al., 2011; Ncube et al., 2012; Wang et al., 2014) , which are accordance with the results of the present study.
In order to examine the antibacterial effect of combinations during time, two ciprofloxacin resistant isolate E coli (ECMA2) and E. cloacae (ENM32) were selected for time kill curve analysis. The obtained results of antibacterial effect of combinations revealed that this combination of agents resulted very efficient synergy against ciprofloxacin resistant E coli isolate, completely reducing cell count after 12 h of incubation. In the scenario when the same concentration of ciprofloxacin was administered alone, no significant reduction in viable count of E. coil was observed. Whereas, in case of E. cloacae strain ENM32, when Carum copticum has been combined with ciprofloxacin, a sharp reduction in bacterial count after 2 h incubation followed by the temporary regrowth after 4 h incubation and final significant bacterial count reduction have been observed after 8 h onwards and no significant reduction of viable bacterial counts have been found on the same sub-MIC concentration of ciprofloxacin. These cases support this work regarding synergism of Carum copticum and ciprofloxacin. Similar synergistic pattern has been exhibited by thymol-ciprofloxacin combination for both of the bacterial isolates. However, methanolic extract of Carum copticum has shown more efficient synergism with ciprofloxacin in terms of reduction of bacterial viable count.
The mechanisms of synergistic interactions of antimicrobial agents are not fully explored in current literature. However, chemical complexity of herbal extracts and multi-target nature of herbal extract-antibiotic combinations could enhance its therapeutic potential (Hemaiswarya et al., 2008; Bone and Mills, 2013) . Ciprofloxacin inhibits DNA replication targeting DNA gyrase (Zhao et al., 1997) and Carum copticum is responsible for the loss in membrane integrity, increase membrane permeability results the leakage of protons and potassium which finally leads to the loss of membrane potential of bacteria and affecting cell envelopes as first barrier for antibiotics (Xu et al., 2008) . Thus, Carum copticum due to its active phytoconstituents and thymol probably provides the open path for ciprofloxacin; facilitate penetration and activity of this antibiotic.
Conclusion
The results of synergistic action of Carum copticum with ciprofloxacin demonstrate the potential use of Carum copticum to enhance ciprofloxacin action especially against ciprofloxacin resistant enteric bacteria. This synergy reduced ciprofloxacin minimum efficient dose and thus can minimize antibiotic side effects or prevent the emergence of ciprofloxacin resistance among ESbL producing enteric bacteria. Further, extraction and purification of active compounds from bioactive extracts is needed to explore the exact synergistic mechanisms and its possible therapeutic potential in combination therapy.
